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Ethics Committee of the Community of Madrid (Ref. PROEX 302/15) and in compliance with the Spanish guidelines for the care and use of animals in research (BOE, 2013) and conform to Directive 2010/63/EU. Rabbit males were trained with an artificial vagina since 20 weeks old, in order to be sexually active and to standardize seminal parameters. Animals were slaughtered by cervical dislocation at weeks 22 and 37 of age (n = 4, respectively), and tissues were recovered for PCR studies and fixed for immunohistochemistry analysis.
For PCR studies, total RNA was extracted (Trizol, Life Technologies), purified (PureLink ® RNA MiniKit, Thermo Fisher) and treated with DNase (Thermo Fisher). The reverse transcription (RT) was carried out using Superscript ™ First-Strand Synthesis System for RT-PCR kit (Life Technologies). Primers for p75 and GAPDH were designed according to GenBank database (Table 1) , and an end-point PCR and electrophoresis in 1.5% agarose gel was performed. Thereafter, 100 ng of cDNA were relatively quantified using SYBR Green (Biorad) and an annealing temperature of 62°C. Non-template controls and RT negative samples were run in duplicate as negative controls. Quantification was normalized to GAPDH and relativized to the expression in the prostate, as reference tissue (Maranesi et al., 2015) . The relative gene expression of p75 was evaluated using the formula 2 −ΔΔCt (Livak & Schmittgen, 2001 ).
Immunohistochemistry was performed as previously described 
| RE SULTS
The electrophoresis of cDNA transcripts showed bands of the predicted size of the target p75 (117 bp, Figure 1a ). p75 mRNA expression assessed by RT-qPCR was similar between tissues and ages ( Figure 1b) , showing no statistical differences (p > 0.05).
Furthermore, no interaction between them was found.
Immunolocalization of p75 was heterogeneous in all tissues.
In prostate, some epithelial cells were stained in both ages (+/-), whereas lumen and interstitial tissue had not signal (Figure 2a, d ).
Epithelial cells of bulbourethral glands were homogeneously and strongly stained (+++) in younger males, whereas the staining was moderated (++) and non-homogeneous in older ones (Figure 2f , j).
Interstitial tissue had not signal for p75. In epididymis, some stereocilia were stained (+) in caput in both ages (Figure 2k , o) and the interstitial tissue of cauda had a mild signal (+) in younger males (Figure 2p , s). The rest of the structures in epididymis were unstained. Negative control showed no staining.
| D ISCUSS I ON
This study reports the expression and immunolocalization of p75 in rabbit male genital tract during the sexual maturation period. It was expressed in a constant manner during this period but differentially immunolocalized in the different organs studied.
All tissues had similar gene expression during sexual maturation. Expression of p75 in prostate has been previously described in adult rabbits (Maranesi et al., 2015) but this is the first time that gene expression of p75 of bulbourethral glands and epididymis in rabbits was determined. In addition, gene expression of the receptor during the sexual maturation process was not previously defined either.
We showed that p75 was immunolocalized only in some tissues of rabbit male tract with different distribution between ages.
The prostatic tissue had scarce staining in epithelial cells, similar to results published elsewhere in adult rabbits (Maranesi et al., 2015) . To the best of our knowledge, the immunolocalization of p75 in epithelial cells of bulbourethral glands has not been described before. However, in our study, p75 seems to be located mainly in bulbourethral gland which is related to bNGF localization as we have previously demonstrated (Sanchez-Rodriguez et al., 2018) .
Also, staining signal was higher at younger stages. This could be associated to the remodeling process that is necessary to occur for achieving the sexual maturity around this age according to the role of p75 in remodeling system by apoptosis (Wehrman et al., 2007) .
Another interesting finding in this study was the localization of p75 in stereocilia of the epididymis, which, to the best of our knowledge, was not previously described. Stereocilia are cell elongations that absorb excess of fluid from the lumen of the epididymis to assure the proper sperm concentration, so it could be hypothesized that the interaction of p75 with neurotrophins may be involved in this function. It is remarkable that p75 was localized only in caput but not in cauda of epididymis. Sperm cells go through epididymis and they experiment a change in the motility pattern from caput to cauda, which depends on some factors produced by the epididymis epithelium (Ayer-LeLievre, Olson, Ebendal, Hallbook, & Persson, 1988) . In this sense, the interaction of p75 with some neurotrophins could contribute in giving the sperm the proper motility during its transit through epididymis, though further studies are needed to confirm this hypothesis.
In conclusion, this study confirms that male reproductive tract can produce p75, being the protein localized specially in bulbouretral glands and stereocilia of epididymis. These original findings reaffirm the possible contribution of this receptor in the physiological processes of rabbit male development during the sexual maturation.
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